Smokers have higher levels of C-Reactive Protein (CRP) compared to never smokers. The role of smoking cessation on CRP is still under debate. Using data from two screening studies conducted in Italy in 2000-2010 on 3050 heavy smokers (including 777 ex-smokers), we estimated multivariate odds ratios (OR) for high CRP (i.e. ≥2 mg/L) according to smoking status. Moreover, in a longitudinal analysis based on 975 current smokers, with a second measurement of CRP after an average study period of 3.4 years, we estimated the changes in CRP according to smoking cessation. Prevalence of high CRP at baseline was 35.8% among ex-smokers and 41.1% among current smokers (significant OR for ex-vs. current smokers: 0.79). After four years since smoking cessation, CRP levels significantly decreased with increasing years of cessation (significant OR for ex-smokers since more than 8 years: 0.55). In the longitudinal analysis, no significant reduction in CRP was found for time since smoking cessation (ORs: 1.21, 1.04, and 0.91 for ex-smokers since 1 year, 2-3 years, and ≥4 years, respectively). In the largest prospective study available so far, we found that smoking cessation has a favourable effect on CRP, but this benefit is not evident in the short-term.
levels as compared to current smokers 11, 13, 16, [19] [20] [21] [22] , the reductions being, however, significant only after several years since cessation (i.e., 5 to 20 years) 11, 13, [19] [20] [21] [22] . In particular, two studies on heavy smokers found no significant differences in CRP levels between current and short-term smoking cessation 23, 24 . Only a couple of longitudinal studies are available on the issue, but considering a single CRP assessment at follow-up and a maximum follow-up period of one year 25, 26 . A few additional studies with repeated CRP measurements included a relatively limited number of smokers and considered periods of a few weeks 15, 23, 24, 27 up to one year 28 since smoking cessation. To provide additional information on the issue, we analyzed data from two large studies, which provided CRP levels among samples of heavy smokers before and after smoking cessation, thus allowing us to compare variations in CRP levels among successful smoking quitters. To our knowledge, this study represents the largest prospective study on the issue, and the sole study able to evaluate the role of smoking cessation on CRP levels over more than one year.
Materials and Methods
Study population. In the present analysis, we considered data on heavy smokers aged 50 years or older who received low-dose computed tomography (LDCT) in the context of two Italian screening studies conducted from 2000 to 2010, whose details were previously described [29] [30] [31] . Briefly, the first investigation was a pilot study started in 2000, offering yearly LDCT for a minimum of 5 years to 1035 smokers aged ≥50 years, with a smoking history of at least 20 pack-years, and without a history of cancer over the last five years 29 . The second study, the Multicentre Italian Lung Detection (MILD), started in 2005 and included 4099 smokers (1190 were randomized to annual LDCT screening, 1186 to biennial LDCT screening and 1723 to the control group) with the same characteristics of the previous study 30 . 1723 participants who were randomized to the control group in the MILD trial were excluded from the current analysis. Similarly, subjects with missing CRP value at baseline (n = 331) were also excluded. Finally, 30 subjects participated in both the studies. Thus, we considered a total of 3050 ever smokers (2273 current and 777 ex-smokers) with available information on CRP at baseline.
The studies were approved by the Ethics Committee of the Istituto Nazionale Tumori (Milan, Italy) and performed in accordance with relevant guidelines and regulations. All the eligible patients signed an informed consent form before enrolment.
Data collection at baseline. For each participant, information at baseline was collected on age, sex, smoking status (ex-smokers were participants who had quit smoking since at least one year), number of cigarettes smoked per day, age at starting smoking, age at stopping, lung function (i.e., the percent predicted forced expiratory volume in the first second of expiration, FEV 1 ), and plasma level of CRP. Measured height (cm) and weight (kg) at baseline were available for a subgroup of participants (n = 2001). From height and weight we derived body mass index (BMI; kg/m 2 ). From smoking intensity and smoking duration, we derived the average number of pack-years.
Longitudinal analysis. The longitudinal analysis was based on a total of 975 current smokers at baseline with a second measurement of CRP and who did not have a diagnosis of lung cancer during follow-up. The second measurement of CRP was obtained after an average period of 3.4 years (SD 1.5 years; range 1.0-10.2 years). Smoking status and possible date at smoking cessation was assessed at each annual or biennial clinical visit during and after the study period by medical interview and a detailed self-administered questionnaire. Ex-smokers at follow-up were participants who had quit smoking since at least one year from the second CRP measurement.
Statistical analysis.
Cross-sectional analysis: median values and interquartile range (IQR) for CRP at baseline were provided. We analysed differences between CRP at baseline according to smoking status through parametric (i.e., t-test) and non-parametric tests (i.e., Wilcoxon test -on ranks-and test on medians). Since CRP did not follow a normal distribution, we showed the findings from the non-parametric analysis (test on medians), only. To show differences in CRP values according to smoking status, we used the beeswarm plot. We used the log scale, to take into account the skewness of CRP distribution.
We dichotomized CRP into low (<2 mg/L) and high (≥2 mg/L) level 9 and estimated the multivariate odds ratios (OR) of high versus low CRP level using unconditional logistic regression model, after adjustment for sex, age, pack-years, and percentage of predicted FEV 1 . A second logistic regression model was considered after further allowance for BMI.
In order to take into account the variability of CRP, we also performed a multiple linear regression analysis. To ensure normality of CRP, we transformed its distribution using lambda = −0.1 (selected through a Box-Cox transformation). The transformed variable was used to estimate beta coefficient and p-values from a linear regression model adjusted for sex, age, average number of pack-years, and percentage predicted FEV 1 .
Longitudinal analysis: we estimated the ORs of increased versus decreased CRP levels during the follow-up according to smoking status at the second CRP measurement. ORs were derived through unconditional multiple logistic regression models after adjustment for sex, age, pack-years, and percentage predicted FEV 1 . Table 1 shows the distribution of the study population, considered in the cross-sectional analysis, according to selected demographic, clinical, anthropometric and smoking characteristics collected at baseline.
Results
Mean (Table 2) . Among ex-smokers, the difference in median CRP was not significant for 4-7 vs. 1-3 years or ≥8 vs. 4-7 years, while the difference was statistically significant for ≥8 vs. Total number of ever smokers with available information on CRP at baseline (N = 3050). b ORs were estimated using unconditional multiple logistic regression models after adjustment for sex, age, average number of pack-years, and percentage predicted FEV 1 . Estimates in bold are those statistically significant at the 0.05 level. ORs were estimated using unconditional multiple logistic regression models after adjustment for sex, age, average number of pack-years, percentage predicted FEV 1 and body mass index. Estimates in bold are those statistically significant at the 0.05 level.
d Reference category. Table 2 ). The results from the dichotmized analyses were consistent with those found from multiple linear regressions: compared to current smokers, ex-smokers had a reduced CRP value (p < 0.001). However, CRP significantly decreased only after 8 years since stopping (p < 0.001). Once further adjusting for BMI, p-values became significant after 4 years since stopping smoking (p < 0.001; Supplementary Table 3) . Table 3 shows the ORs for CRP ≥ 2 mg/L according to selected smoking characteristics, among ever, current, and ex-smokers. Among ever smokers, those with a higher smoking intensity (OR for ≥25 vs. <15 cigarettes per day was 1.65; 95% CI: 1.24-2.20; p for trend = 0.001), smoking duration (OR for ≥40 vs. <35 years of smoking was 1.42; 95% CI: 1.12-1.80; p for trend = 0.004), and number of pack-years (OR for ≥45 vs. <35 pack-years was 1.54; 95% CI: 1.27-1.86; p for trend < 0.001) were more likely to have CRP ≥ 2 mg/L. A similar pattern was observed among current smokers (corresponding ORs were 1.96, 95% CI: 1.41-2.72 for smoking intensity; 1.34, 95% CI: 1.00-1.78 for smoking duration, and 1.76, 95% CI: 1.48-2.22 for pack-years). Among ex-smokers, CRP was significantly higher in participants having smoked for more than 40 years (OR was 1.62; 95% CI: 1.03-2.57), while no significant relationship was observed between CRP and smoking intensity and number of pack-years.
Of the 975 current smokers at baseline with a second CRP measurement, 14.5% (n = 141) stopped smoking during the study period (Table 4) . No significant association was found between smoking cessation and variation in CRP (OR of increased vs. decreased CRP for ex-smokers was 1.05; 95% CI: 0.73-1.51 compared to current smokers). No significant decrease in the OR was apparent with increasing of time since smoking cessation (ORs of increased vs. decreased CRP were 1.21, 1.04, and 0.91 for ex-smokers since 1 year, 2-3 years and ≥4 years, respectively). The results were similar when considering the ORs of subjects increasing or slightly decreasing CRP (i.e., by less than 20% of the value at baseline) vs. those considerably decreasing CRP (Supplementary Table 4 ).
Discussion
In this study, we confirm that ex-smokers have significantly lower levels of CRP than current smokers 19 . CRP is significantly related to smoking intensity, duration and pack-years of smoking in ever and current smokers. Furthermore, we were able to elucidate the role of smoking cessation on CRP levels, confirming that a reduction in CRP is evident for former compared with current smokers. More importantly, we were also able to provide evidence, supported by longitudinal analyses, that no significant benefit in terms of CRP levels is evident at least during the first four years after cessation.
In ex-smokers, CRP appears to be significantly related to smoking duration, but not to intensity and pack-years. This supports the idea that CRP, as well as the risk of other diseases including lung cancer 32 , depends more strongly on smoking duration than on smoking intensity.
Most previous cross-sectional studies analyzing the issue found a relationship between CRP and smoking status, with current smokers having the highest levels of CRP, never smokers the lowest ones, and ex-smokers slowly reverting after smoking cessation to the levels of never smokers 11, 13, 16, [19] [20] [21] [22] . Few other longitudinal studies are available on the issue. In one of these, based on a US cohort, authors compared CRP levels between 621 continuing smokers and 352 subjects who successfully stopped smoking. After one year of follow-up, CRP levels did not significantly differ among the two groups 25 . In another US cohort with a similar study design, based on 888 smokers attempting to stop, including 334 subjects who successfully stopped, after one year of follow-up, ex-smokers showed significant reductions in selected inflammatory markers, but not in CRP 26 . In another study, 46 female heavy smokers who successfully stopped smoking were followed for 6-7 weeks after smoking cessation. Several inflammatory bio-markers showed significant reductions; no statistically significant change was, however, observed for CRP 23 . In a randomized controlled study on 48 smokers, after only four weeks, suPAR values of ex-smokers fell to those of never smokers, but CRP levels did not significantly change 15 . Two other studies based on 154 24 and 138 female smokers 27 , respectively, showed no significant variation in CRP levels between continuing smokers and successful quitters a few weeks after cessation. Finally, the same null result was found in a study based on 30 current smokers and 30 ex-smokers with available CRP measurements at baseline and after one year since smoking cessation 28 . Various possible explanations can be given to explain the fact that smoking cessation appears to influence CRP in the long-term, but not in the short-term, as observed for several other biomarkers of inflammation 15, 23 . For example, there is evidence that CRP levels are strongly related to various measures of adiposity and body fat, including waist circumference, BMI and weight gain 1, 25, 26, 33 . Accordingly, BMI at baseline -available for a subgroup of our study population -showed a strong direct relationship with CRP levels (OR of CRP ≥ 2 mg/L was 5.26; 95% CI: 3.94-7.03, for obesity vs. normal weigh). Thus, the limited effect of smoking cessation on CRP may be explained by the fact that smoking merely affects cellular inflammation whereas CRP likely reflects metabolic, rather than cellular, inflammation 15, 24 . ORs refer to an increase in the value of CRP since the first measurement at the baseline to the second measurement at the follow-up, as compared to a decrease in CRP during this period. Subjects with the same value of CRP in both measurements were considered in the group of those who increased CRP. ORs for increased vs. decreased CRP at follow-up were estimated using unconditional multiple logistic regression models after adjustment for sex, age, average number of pack-years, and percentage predicted FEV 1 Moreover, there can be some residual confounding by unmeasured variables. In particular, it is possible that quitters more frequently develop smoking-related diseases or symptoms than continuing smokers 34 . Although we excluded from the longitudinal analysis subjects diagnosed with lung cancer between the two CRP measures, a residual confounding by concomitant diseases affecting inflammation should not be ruled out and may partly explain the unfavourable pattern for ex-smokers who quit smoking less than one year prior. More importantly, successful quitters gain weight rapidly after cessation 26, 35 . Therefore, the possible inverse association between CRP and smoking cessation could have been masked by the stronger positive relaionship between CRP and weight gain 1, 25 . Unfortunately, we had no information on BMI at follow-up and therefore we could not adjust our estimates for this variable in the longitudinal analysis. However, further adjustment for BMI in a subsample of study subjects in the cross-sectional analysis led to a substantial decrease in the ORs.
Smoking characterisics N
It is possible that CRP is a better indicator of overall mortality than of short-term morbidity. Indeed, the pattern of decline in CRP in relation to time since stopping smoking mirrors the risk curves observed for lung cancer incidence or total respiratory diseases and COPD mortality 36, 37 . The CRP pattern unlikely mirrors the curves for coronary heart diseases, where significant reductions are already evident after 2 to 3 years since smoking cessation 13 .
Limitations of the present study include the impossibility to further adjust models of the longitudinal analysis for selected covariates, such as concomitant diseases or BMI assessed during the second CRP measurement; however, in the longitudinal analysis, further adjustment for BMI at baseline (as proxy of BMI at follow-up) did not modify the association between smoking status and change in CRP. We used data on self-reported smoking status without biochemical verification, thus the information is subject to a potential reporting bias. Nonetheless, previous reports have underlined the accuracy of self-reported measurements 38 . Moreover, we decided to dichotomize CRP using as the cut-off 2 mg/L. This may be subject to a degree of arbitrariness. However, the main results did not substantially differ changing the cut-off or considering CRP as a continuous variable. Finally, considering that the second CRP measurement occurred at a different time point, survival bias (i.e., people who stopped smoking for a long time are those who survived for such a period) could not be ruled out; however, the second CRP measurement was obtained within less than 5 years for 94% of subjects. Strengths include the longitudinal study design, the assessment of CRP measurements before and after cessation, and the uniquely large sample size -to our knowledge this is the largest longitudinal study in terms of sample size.
In conclusion, in the largest prospective study available so far, we confirm the favourable effect of smoking cessation on CRP levels, which increases with the length of time since stopping smoking. However, such benefit is not evident at least during the first four years following cessation. Our findings are compatible with the fact that CRP is a better indicator of (cancer) mortality rather than of short-term morbidity. However, the lack of any influence of smoking cessation on ex-smokers who quit less than four years prior may be partly or fully due to our impossibility to adjust longitudinal models for unmeasured covariates, including weight gain or BMI.
